Abstract
Background
Restriction-site associated DNA sequencing technology (RAD-seq) is a reduced representation sequencing technology by sampling genome-wide single enzyme loci developed on the basis of next-generation sequencing [1, 2] . The technology breaks genome into a certain size of DNA fragments by employing a restriction endonuclease (usually a low-frequency cutter) combined with the ultrasonic shearing method, then the fragmented DNA is enriched for constructing a sequencing library so that sequences beside the cleavage site can be acquired for high-throughput sequencing [3] . Because RAD-tags are DNA fragments beside a specific restriction site from the whole genome, so they can generally reflect the sequence characteristics of the entire genome. It is now possible to obtain hundreds to thousands of single nucleotide polymorphism (SNP) markers within a species or between closely related species through RAD-seq. Until now RAD-seq has been successfully applied to SNP marker development, high-density genetic map construction, QTL mapping, population genetics and phylogenetic research on eggplants, chickpeas, sesames, soybeans, cucurbit bottle gourds, bamboos, beetles, and other organisms [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] . But on one aspect experimental procedure of this technology is much complex and it requires a Covaris ultrasonicator and some other specialized instruments, so personnels under professional training are usually required to master the technique; on the other hand, random physical shearing methods implemented in the library construction process will result in losing lots of DNA, thereby leading to out control of the final tag number [3, 14] . So several laboratories have improved and simplified the traditional RAD-seq method, from which a variety of low cost, high throughput reduced representation sequencing methods are available. At present, reduced representation sequencing methods developed from the RAD-seq mainly includes GBS series techniques and RAD series techniques [14] . GBS and RADseq techniques share several basic steps while differ only in the order or details of enzyme digestion, adapter ligation, barcoding and size selection. Each alternative RAD method has both advantages and drawbacks. RAD series control number of the tags by both choosing the enzyme and size selection while GBS series techniques or close derivatives control the number of tags only by selecting different enzymes (though some GBS users may also add a size selection step in their modified GBS protocol [15] , the original intention of GBS is to reduce library preparation workflow without size selection). GBS series techniques include single and double enzyme GBS [16, 17] , both of which employ simple library constructing processes, but they can only enrich small fragments less than ~350 bp [18] . It's easy to sequence through the short fragment with pair-end sequencing mode as the sequencing length is gradually becoming longer, which will result in a waste of data and the potential to discover more SNPs. Furthermore, fragments of various lengths will increase the potential for amplification bias [19, 20] and cause a decline in the data quantity and data quality. RAD series mainly includes 2b-RAD [21] , ddRAD [22] and ezRAD [23] . 2b-RAD adopts a kind of type II restriction endonuclease to digest the genome, producing only ~33 bp fragments, which lack of biases due to fragment size selection but may restrict the potential for discovering more SNPs. ezRAD is the only protocol that relies on illumina authoritative kits to construct the library with customer support but the cost is still not as low as the author claimed [24] . ddRAD can tune fragments number by employing two different enzymes and size selection, and the process of constructing a library is quite simple while genomic DNA it requires is of the highest quality in all the RAD methods [24] .
All RAD protocols have been proved to be powerful tools for SNP discovery and genotyping of model and non-model species. However, startup of them all usually involves pre-experiment of (1) testing candidate endonuclease that could produce a suitable RAD or GBS library [25] , and (2) purchasing some relatively expensive consumables and apparatus (e.g. Agilent 2100 Bioanalyzer). This requires a significant initial investment for labs focused on traditional genotyping methods (e.g. SSR genotyping). Besides, many labs (e.g. phylogenetic bio-labs) are probably focusing on different model or non-model plant species, once a pair of enzymes selected and adapters purchased for one target species, they have to consider if these consumables could be applied to another species efficiently to be studied even some commonly used enzyme pairs could produce hundreds to thousands of markers across wide-range species. Enzyme pairs simulation of the original ddRAD protocol is mainly based on animal genomes and it is hard for us to know if performance of the enzyme pairs is good as well in plant species as Santiago et al. found that a given restriction enzyme may have strikingly variable recognition-sequence frequencies among broad eukaryotic taxonomic groups, and only phylogenetic related species could produce similar recognition-sequence frequencies [26] . In another study, Burford et al. found some enzyme pairs work more consistently than others across a wide range of taxonomic groups after optimizing ddRAD protocol and testing several restriction enzyme pairs for five genera of insects and fish [27] . Here, we sought to test the universality of several commonly used enzyme pairs across most angiosperm plants, simplify the ddRAD protocol and reduce the overall costs. Our protocol is generally according to the protocol described by Peterson et al. [22] , but with some modifications as we first tested several combinations of enzymes by in silico analysis of 23 plant species covering 17 families of angiosperm (16 orders, two classes) and one family of bryophyta (one orders, one class) and found AvaII + MspI enzyme pair produced consistently higher number of fragments in a broad range of plant species. Furthermore, we removed two purifying and one quantifying steps, shortened the adapters and replaced expensive instruments by conventional experimental apparatuses which make it possible to do ddRAD sequencing with no additional investment beyond the cost of library preparation and sequencing itself.
To assess the performance of this approach, we got empirical results from the model species Oryza sativa L. japonica and Zea mays L. We also explored repeatability by testing the effectiveness of the method in non-model species Phyllostachys edulis and Alloteropsis semialata (R. Br.) Hitchc. Finally, we managed to reconstruct phylogenetic relationships of two woody bamboos genera, Dendrocalamus and Phyllostachys with data generated by the protocol. This generalized approach, using the fixed enzyme pair and standard library preparation protocol, will allow researchers to apply ddRAD-seq technology to a wide array of plants and research questions. We expect that this optimized protocol could be efficiently implemented in any small or middle-sized laboratory with few people and limited funds.
Methods

Plant material and DNA samples
In this project, we used Oryza sativa L. spp. japonica and Z. mays L. to estimate the robustness of our Protocol B. Besides, a total of six species of Poaceae including four temperate woody bamboo species (Chimonocalamus pallens, Phyllostachys edulis, Phyllostachys rubicunda T. H. Wen and Phyllostachys vivax McClure), one tropical woody bamboo species (Dendrocalamus latiflorus) and one grass species Alloteropsis semialata (R. Br.) Hitchc. were used in our protocols as well. Leaves of temperate woody bamboos were mostly collected from plants grown in Kunming Botanical Garden (N25°07′04.9″, E102°44′15.2″) and leaves of tropical woody bamboos, O. sativa, Z. mays and A. semialata were collected from plants grown in our greenhouses. All necessary permits were obtained before collecting the material. Fresh leaves of all species were obtained and then dried rapidly in silica gel. The DNA was extracted with a modified CTAB method [28] .
Choosing restriction enzymes and adapter design
At first, we selected six kinds of enzyme pairs that could recognize restriction sites of different lengths including eight bases + six bases (SbfI + EcoRI), eight bases + four bases (SbfI + MluCI), six bases + four bases (EcoRI + MspI, PstI + MspI), 4.5 bases + four bases (AvaII + MspI), four bases + four bases (NlaIII + MluCI), of which EcoRI + MspI was adopted by the original ddRAD protocol and PstI + MspI was used by the twoenzyme of GBS protocol [17, 22] . Restriction enzymes included in this study are listed in Additional file 2: Table  S2 . Then we in silico digested genome sequences of 23 plant species covering 17 families of angiosperm (16 orders, two classes) and one family of bryophyte (one orders, one class) of different genome size with RestrictionDigest [29] . For each enzyme pair, we recorded the total number of fragments and the number of fragments between 400-700 bp that could produce in each species. The species adopted for analysis are listed in Additional file 2: Table S1 . Genome scaffolds of these species were downloaded from Plantgdb [31] . Then the distribution of DNA fragments was screened by agarose gel electrophoresis after digestion of genomic DNA of some species.
Chemosynthetic oligonucleotides of P1 and P2 adapters will account for almost half of the cost due to the need for high-performance liquid chromatography (HPLC) purification and 5′-end phosphorylation. In our protocols, original P1 adapters are shortened from 37 to 25 bp (barcode length is assumed to be 5 bp) to reduce the cost of the synthesizing DNA oligos. Besides, a different barcode-adapter system containing 20 pairs of barcodes varying in length was devised, which can be used with integer times (20 * n), rather than the original 48 kinds of barcodes with equal length (see Additional file 1). This will not only increase the flexibility of barcodes for projects with diverse samples but also improve the quality of bases near the restriction site.
Protocols of MiddRAD for next-generation sequencing
We initially provided two protocols for constructing a library. Protocol A differs from protocol B only in when to select target fragments. In protocol A, selecting fragments was placed in the last step, i.e. products of all adapter-ligated restriction fragments were as templates of the PCR reaction; however in protocol B, only selected adapter-ligated restriction fragments were as templates for PCR amplification. Two non-model species D. latiflorus and C. pallens were used to construct libraries with protocol A while the model species O. sativa and Z. mays were used to construct libraries with protocol B (as data produced from protocol A contains too many adapters, we did not continue to verify this protocol in model plants). System (San Diego, CA, USA) using the pair read, 100 nucleotide configuration at Kunming Institute of Zoology, CAS while Sequencing of Protocol B was performed on the Illumina HiSeq X Ten System (San Diego, CA, USA) using the pair read, 150 nucleotide configuration at Cloud Health Genomics Ltd. To test the universality of MiddRAD and the restriction enzymes on more plant species, we constructed libraries for P. edulis and A. semialata with the same enzyme pairs. Libraries were constructed strictly according to Protocol B and were sent to Cloud Health Genomics Ltd. for sequencing using Illumina HiSeq X Ten (San Diego, CA, USA) with PE150 bp sequencing mode.
Then we adopted protocol B to construct libraries for three bamboo species (contains two D. latiflorus individuals, one P. rubicunda individual and one P. vivax individual) to explore the applicability of MiddRADseq-derived genotypes/markers in resolving phylogenetic problems. The library constructing process is according to Protocol B and fragments selected were set to 600-700 bp. Reagents and enzymes used were mainly purchased from New England Biolabs Inc. (R0153S, R0106S), Vazyme Biotech Co., Ltd. (C301-01) and SunShineBio Co., Ltd.
(SN124). Libraries were then sequenced in Cloud Health Genomics Ltd. Sequencing platform was Illumina HiSeq X Ten (San Diego, CA, USA) with sequence length PE150 bp.
To evaluate the shortened adapters and redesigned barcodes, we constructed four MiddRAD sub-libraries according to protocol B for 40 offsprings of a D. latiflorus F1 population and sequenced the final library with a single illumina HiSeq X ten lane (PE150 bp). The coefficient of variation (CV = standard deviation/mean) of data generated by each barcode and each sub-library were analyzed to evaluate the newly designed barcodes, indexes and shortened P1 adapters.
Sequence quality analysis, SNP calling and genotyping
Raw reads were demultiplexed by process_radtags program in Stacks software version 1.24 [30, 31] . Average sequence quality per read and GC-content were checked using FastQC version 0.11.3 [32] . Adapter reads were searched by Cutadapt 1.9.1 [33] . Reads containing correct restriction sites in read1 and read2 were obtained by searching restriction sites sequences in the raw reads respectively. Clean data were produced by removing the adapter reads and reads with ambiguous or low quality (below a Phred score of Q10) bases. To determine the mapping ratio of sampled reads to the genome, clean reads of O. sativa, Z. mays and A. semialata were mapped onto the rice, maize and sorghum genome scaffolds, CDS-DNA and repeats region respectively, while clean reads of temperate bamboo individuals onto the P. edulis reference genome, CDS-DNA region and repeats region and reads of tropical bamboo individuals onto the D. latiflorus survey genome (Zhenhua Guo et al. unpublished data) with bowtie [34] . Rice, maize and sorghum genome scaffolds, CDS-DNA and repeats region were downloaded from Plantgdb [35] while P. edulis reference genome, CDS region, and repeats region were downloaded from BambooGDB [36] . To obtain the number of tags, clean reads (we only used read1 for analysis) of all individuals were first trimmed 140 bp (when read length is PE150) and clustered with ustacks/pstacks program, then the reducing efficiency was determined by calculating the percentage of total tag length in total nuclear genome length.
To estimate the performance of MiddRAD protocol, tags of rice and maize produced by empirical sequencing results were compared with those predicted from in silico analysis to show how actual data meet the in silico expectations.
In order to identify SNP markers and genotypes for inferring phylogeny of three woody bamboo species, the Stacks software pipeline was implemented for the processing of Illumina sequence read data and screening SNPs that are fixed-within a species while vary among different species. Sequence trimming was first performed using process_radtags program to remove adapter reads and reads with bases below a Phred score of Q10 within a 15 bases sliding window. Clean sequences were truncated to a final length of 140 base pairs (excluding the barcode but containing enzyme recognition site) prior to clustering. For each sample, the ustacks program was used to merge short-read sequences into tags/loci using removal algorithm and deleveraging algorithm (−m10, −M3). Then a catalog was built from all samples by the cstacks program (−n5). Tags from each sample were matched against the catalog to determine alleles with sstacks program and the populations program was used to output SNPs in Phylip format. The minimum number of taxa required for an informative unrooted phylogenetic tree is three. The major parameters m (minimum number of identical reads required to form a stack), M (maximum number of nucleotides mismatches allowed between stacks before fusing stacks into a locus) and n (number of mismatches allowed between loci in the catalog) were tuned to get the matrix with a variable number of SNPs. Furthermore, to validate the genotyping accuracy, we presented linkage map results of one D. latiflorus F1 mapping population (Guoqian Yang et al., unpublished data) according to MiddRAD protocol and 55 genotypes (eight markers, seven individuals and one genotype was missing during the SNP calling pipeline) were randomly selected and verified by independent Sanger sequencing.
Phylogenetic tree construction of three woody bamboo species
We inferred ML phylogenies for each data matrix using RAxML version 8.0.0 [37] . ML searches were conducted in RAxML with the GTRGAMMAI model for sequence data, and a rapid bootstrapping analysis with 100 bootstrap replicates was conducted. Phylogenetic accuracy was determined by comparing inferred trees with published reference phylogenies. The reference phylogeny for woody bamboos from [38, 39] , was estimated using parsimony analyses (MP) and Bayesian inference (BI).
Results
Choosing universal restriction enzyme pairs across angiosperm plants
Six combinations of endonucleases identifying 4-8 nucleotide bases were tested on genomes of 23 plant species (covering 17 families of angiosperm and one family of bryophyta). The ideal combination should be able to generate a consistently higher number of sequenceable fragments across species. The four bases + eight bases enzyme pair and six bases + eight bases enzyme pair usually produced a few thousand fragments, which were far from the requirement for large-scale genotyping (Table 1) . However, the four bases + four bases enzyme pair produced up to ~23,112,695 fragments which made it difficult to control error in practice and required deep sequencing depth. Meanwhile, the four bases + six bases enzyme pair generally produced 32,319-886,527 fragments which made it easy for people to obtain a sufficient number of fragments without sequencing a large amount of data. PstI + MspI which was used in the original twoenzyme GBS protocol performed well in most plants, but only produced 3791 fragments between 400-700 bp for Cucumis sativus and 8258 fragments for Carica papaya ( Table 2) . EcoRI + MspI which was used in the original ddRAD protocol performed better than PstI + MspI in any simulated species by producing thousands or more tags, but only 8173 fragments fell into within 400-700 bp for C. sativus, which could not meet the demand for more tags in some studies. We found AvaII + MspI enzyme pair was superior to both of EcoRI + MspI and PstI + MspI. This enzyme pair could produce at least 13,958 segments between 400-700 bp in the 23 simulated species and was predicted to provide sufficient tags across diverse plant species. The largest genome (Z. mays, 2300 Mb) could produce 4,784,940 tags with 517,204 tags between 400-700 bp while even the smallest genome (Prunus persica, 226.6 Mb) could produce 237,185 tags with 34,514 tags between 400-700 bp ( Fig. 2a ; Table 2 ). Both of the enzymes are common enzymes with AvaII identifying 4.5 bases and MspI identifying four bases which are different from the combination with a common enzyme and a rare enzyme adopted in ddRAD or two-enzyme GBS. Correlation analysis showed that the total tag number is correlated positively with genome size with R 2 = 0.9185 and tag number between 400-700 bp is correlated positively with genome size as well with R 2 = 0.9476 (Fig. 2b, c) . So once we get to know the genome size of one plant, the tag number produced could be estimated and the expected tag number could be tuned by selecting a proper size range. EcoRI + MspI and PstI + MspI could also be taken into consideration when designing a ddRAD project as they may produce hundreds to thousands of markers across a wide range of plant species and the total tag number or tag number between 400-700 bp is correlated positively with genome size as well (Additional file 2: Figure S2) . After conducting the above simulations, we built ddRAD libraries with the AvaII + MspI enzyme pair. Fragments between 400-700 bp are highly recommended for their high sequencing efficiency on illumina system. Optimization of the ratio of sample DNA to the adapters is not required when the genome size is less than 20 Gb because we have added excess adapters in our protocol which could make each fragment be ligated with corresponding adapters (Adapter P1 contains about 3 × 10 12 molecules while Adapter P2 contains about 6 × 10 12 molecules). As average genome size of the angiosperm is 5.79 Gb while bryophyte is 0.66 Gb according to Plant DNA C-values Database at Kew [40] , we believe that this combination of two common endonucleases may be applied to diverse plant species only by tuning the size selected.
A comprehensive evaluation of the library quality and data quality
The performance of our protocols was evaluated from both the experimental results and data analysis results. From the experimental perspective, library concentration should meet the criteria for sequencing and fragments selected should be in the expected range. From data analysis perspective, the library should produce sufficient high-quality data for downstream analysis.
We first quantified concentration of the libraries and screened fragments distribution to evaluate the quality of protocol A and protocol B. Concentration of library A (constructed according to protocol A) was between 5-9 ng/ul, while concentration of library B (constructed according to protocol B) was between 20-30 ng/ul, both of which could meet the requirements for Illumina sequencing. Fragments distribution of library A and library B screened by the agarose gel electrophoresis is well within the expected range (Additional file 2: Figure S3a ). Fragments distribution results for library B had been further confirmed by the Agilent 2100 Bioanalyzer (Additional file 2: Figure S3b ) while library A got no peaks from Agilent 2100 because its concentration is lower than 10 ng/ul. Therefore, we believe that fragments distribution can be determined by using agarose gel electrophoresis instead of the highly sensitive but expensive Agilent 2100 Bioanalyzer. Both protocols could produce libraries that can be sequenced on the Illumina sequencing platform.
Then we conducted a comprehensive data analysis including data quality distribution, GC-content, adapter reads ratio and correct restriction sites ratio of both data produced by library A and library B. As for library A, D. latiflorus yielded a total of 2,890,217 raw reads (i.e. 578 Mb raw data) with 58 % GC-content; read1 containing correct restriction sites accounted 95.9 % of raw reads and read2 containing the correct restriction sites accounted for 94.8 %; read1 had a ratio of 49.3 % adapter reads while read2 had a ratio of 48.0 % adapter reads. C. pallens yielded a total of 3,146,515 raw reads (i.e. 629 Mb raw data) with 57 % GC-content; read1 containing correct restriction sites accounted 95.5 % of raw reads and read2 containing the correct restriction sites accounted for 94.5 %; read1 had a ratio of 40.3 % adapter reads while read2 had a ratio of 39.6 % adapter reads. Raw reads of D. latiflorus and C. pallens both had an average base Quality Score larger than 20. Furthermore, bases of restriction enzyme cutting site had an average base Quality Score larger than 30. As for library B, O. sativa yielded a total of 14,732,449 raw reads (i.e. 4.1 Gb raw data) with 51.5 % GC-content (Fig. 3a, c) ; read1 containing correct restriction sites accounted 95.80 % of raw reads and read2 containing the correct restriction sites accounted for 95.39 % (Fig. 3b) ; read1 had a ratio of 2.63 % adapter reads while read2 had a ratio of 3.37 % adapter reads (Fig. 3d) . Zea mays yielded a total of 7,414,009 raw reads (i.e. 2.1 Gb raw data) with 57 % GC-content; read1 containing correct restriction sites accounted 96.18 % of raw reads and read2 containing correct restriction sites accounted for 96.37 %; read1 had 2.48 % adapter reads while read2 had 3.29 % adapter reads. Raw reads of O. sativa and Z. mays both had an average base Quality Score larger than 20 while bases of restriction enzyme cutting site had an average base Quality Score larger than 30 (Fig. 3e, f ) . To determine the mapping ratio of sampled reads to the reference genome, we mapped clean reads of rice and maize onto the rice and maize reference genome scaffolds, CDS-DNA and repeats region respectively. Overall scaffolds mapping rate was 82.5-90.66 %, reads mapping to the CDS-DNA accounts 2.38-2.83 % for maize and accounts ~19.50 % for rice. Yet reads mapping on the repeats region accounted for less than 11.00 % (Table 3) . Per Bases Quality Score is a major index of the sequence quality, the higher the Quality Score, the lower probability of sequencing error occurs. Q20 and Q30 represent the sequencing error probability of 1 and 0.1 %. Illumina sequencing was found to favor the more GCbalanced regions, leading to few or no reads from the many GC-poor regions and GC bias can be introduced at several processes of Illumina sequencing, e.g. PCR amplification of the library, cluster amplification, and the sequencing step [41] . So if GC-content is around 50 %, we can conclude no bias exists in library preparation and sequencing process. Adapter reads ratio is the percentage of reads with adapters in raw reads and is an indicator of data quality. Adapter reads should be removed in the subsequent analysis. Through percentage of reads containing correct restriction sites, we can determine whether the enzyme digestion reaction works in the right way. Comprehensive analysis of data quality distribution, GC-content, adapter reads ratio and correct restriction sites ratio showed that both MiddRAD protocols could produce high-quality data (We did not compare our data with original ddRAD data as the original ddRAD protocol did not supply their raw data, but the quality of our data is self-explaining). However, protocol A produced too many (nearly half of raw reads) reads with adapters which indicated many short fragments may exist in the selected gel, so we did not continue testing protocol A in model plants and took protocol B as the final protocol of MiddRAD.
Comparison of empirical and simulated data and inference tags origin from the genome
A comprehensive evaluation of the protocol B was further conducted by comparison of the simulated data with the actual fragments we got. Clean data of rice and maize were clustered into tags using pstacks program.
The number of tags obtained from rice was ~66,547 with an average depth of 212.58X while maize got 290,001 tags with an average depth of 25.30X (Table 4) . The expected number of tags accounted for 86.54 and 97.99 % of the actual number respectively which is similar to the results done by Sun et al.(82.86 % for rice) [42] . Then we estimated the number of fragments distributed on 12 chromosomes of rice and 10 chromosomes of maize respectively. The actual number of tags obtained was compared to the expected data to test the degree of consistency (Fig. 4) . We found each of the 12 rice chromosomes was expected to produce 3521-6414 fragments while each actually generated 4121-7404 tags with the Pearson correlation coefficient r = 0.8374. The 10 maize chromosomes each was expected to produce 20,555-41,216 fragments while each was observed to The actual and predicted data correlate well for maize while slightly worse for rice which is maybe due to the deviations introduced by cutting the gel. However, the observed tag number within the CDS region correlates better with expectation in rice than in maize (Table 4) . It is noteworthy that while rice and maize own 39 and 85 % of repeat sequences respectively, only 15.83 and 31.44 % of tags fall into repeats region which indicates that the selected enzyme pair may be efficient in avoiding genome areas with highly repetitive DNA. It is supposed that this is because of a lack of restriction sites in some types of repetitive DNA as the two species contain more than 10 kinds of transposable elements respectively [43, 44] . As rice holds an average genome size of ~383 Mb and maize holds an average genome size of ~2300 Mb, the sampled tags only accounted for 1.77-2.43 % of the whole nuclear genome. In this sense, the efficiency of this reduced representation method on reducing genome complexity is reasonably high. From the overall mapping rate, we can infer that fragments should mainly fall into the intergenic region rather than CDS or repeats region. Our simplified approach effectively avoids repeats region in rice and maize which mainly includes transposons and retrotransposons that usually bring problems in determining orthologous fragments among different individuals. 
Evaluation of protocol B on more plant species and genotypes validation
To test the universality of our protocol and the restriction enzymes on more plant species, we used Protocol B to construct libraries for P. edulis and A. semialata which represent two subfamilies of Gramineae (Bambusoideae and Panicoideae). We first inspected library quality. The ultimate library concentration was between 20-30 ng/ul, and fragments distribution was well within the expected range when screened by the agarose gel electrophoresis. Both libraries met the qualification for sequencing.
Then we conducted the data quality analysis of both P. edulis and A. semialata as shown in Table 5 . Both P. edulis and A. semialata yielded more than 8 Mb raw reads (i.e. ~2 Gb raw data) with ~52 % GC-content; read1 containing correct restriction sites accounted 96.08-97.94 % of raw reads and read2 containing the correct restriction sites accounted for 94.85-96.39 %; read1 had 1.19-2.32 % adapter reads while read2 had 2.45-3.96 % adapter reads. Raw reads of P. edulis and A. semialata both had an average base Quality Score larger than 20, and Quality Score of bases of restriction enzyme cutting site was larger than 30.
Next, we mapped clean reads of P. edulis onto the P. edulis genome scaffolds, CDS-DNA, and repeats region and clean reads of A. semialata onto the sorghum genome scaffolds, CDS-DNA, and repeats region respectively. For P. edulis, overall scaffolds mapping rate was 79.93-83.80 %, reads hits to the CDS-DNA accounted 2.38-2.87 % (Table 3 ). Yet reads localization on the repeats region accounted for 0.11-0.17 %. For A. semialata, the overall scaffolds alignment rate was 3.37-3.71 %, reads hits to the CDS-DNA accounted 1.08-1.11 %. Yet reads localization on the repeats region accounted for 0.00-0.22 %. Overall scaffolds alignment rate is relatively low for A. semialata is because of the sequence differences between A. semialata and Sorghum bicolor.
At last, clean data of both individuals were clustered into tags. The number of tags obtained from P. edulis was 128,803 with an average depth 30.18X which correlated well with the expectation. While A. semialata got 98,869 tags, with an average depth of 96.18X which was not within expectation as the sorghum genome was used as the reference. Since P. edulis has an average genome size Table S3 ). We believe that genotypes from MiddRAD-seq derived data should be of high genotyping accuracy as the fundamental of constructing a high-quality linkage map with tight map distances are the correct genotypes of most markers/loci [22, 45] .
Evaluation of shortened adapters and new barcodes
To evaluate the shortened adapters and redesigned barcodes, we constructed four MiddRAD sub-libraries containing 40 D. latiflorus individuals and sequenced the final library with a single Illumina lane. We used the double index strategy to distinguish each individual, which means each individual was identified by a unique barcode and index as the original ddRAD protocol implemented. We performed analysis of data generated by each barcode and found that each barcode and adapter could produce a relatively large amount of data with average 9,451,891 reads and CV value 0.0021-0.2381 (Fig. 5a ). In addition, each sub-library could produce comparable amounts of data with a mean of 94,946,435 reads and CV value 0.0587 (Fig. 5b) . This suggests that the newly designed barcodes and shortened P1 adapters are of high efficiency.
Phylogenetic tree construction of three bamboo species
Maximum likelihood phylogenetic reconstruction is fully resolved with high support for all clades (2532 SNPs) (see Fig. 6 ). Two clades were found: the first contains the genus Dendrocalamus (100 % Bootstrap). D. latiflorus individual 1 is sister to D. latiflorus individual 2. In the second clade, P. rubicunda is sister to P. vivax (100 % Bootstrap), which themselves form a monophyletic clade (100 % Bootstrap). The relationships between two genera are well resolved and the topology of the two genera in our tree agrees well with current taxonomy [38, 39] . One additional RAxML analysis using alternatives data set (1005 SNPs) from Stacks analyses displayed identical topology and minor changes in branch lengths (Additional file 2: Figure S4 ).
Discussion
In this study, we tested the universality of several commonly used enzyme pairs across the angiosperm plants, simplified the ddRAD protocol and reduced the overall costs. MiddRAD library construction protocol has optimized the following areas compared with original ddRAD protocol. (1) MiddRAD protocol tests the universality of several commonly used enzyme pairs and three pairs of restriction endonucleases are maybe universal in digesting plant genomic DNA. We recommend AvaII + MspI > EcoRI +MspI > PstI +MspI when designing plant ddRAD projects; (2) In MiddRAD protocol several expensive consumables and apparatuses are replaced by conventional experimental apparatuses, for example, the magnetic beads purification method is replaced by a simple column purification to get rid of the dependence on the magnet, DNA fragments are selected by cutting low melting point agarose gel rather than the automatically select device Pippin-Prep, and low melting point agarose gel electrophoresis is used to screen fragments distribution instead of an expensive Agilent 2100 Bioanalyzer; (3) MiddRAD removes 3 steps in ddRAD protocol, namely purifying the enzyme-digested products, quantifying the DNA concentration before ligation and purifying ligation products after pooling samples, all of which simplify the process of constructing a library; (4) In MiddRAD protocol original P1 adapters are shortened from 37 to 25 bp (barcode is assumed to be of 5 bp length), which will reduce the cost of the synthesizing adapter oligos partially; (5) In MiddRAD a new barcode-adapter system containing 20 pairs of barcodes varying in length were devised, which can be used with integer times (20 * n), rather than the original 48 kinds of barcode with equal length. This will not only reduce the cost of synthesizing DNA oligos but also increase the flexibility for projects with different samples and help improve the quality of bases near the restriction site. The comparison of MiddRAD with most commonly used RAD and GBS sequencing methodologies and associated costs are listed in Additional file 2: Table S4 . Since the thorough library construction process minimizes the purification times, random DNA loss is greatly reduced. The highly simplified process allows library preparation be accomplished with as low as 50 ng genomic DNA. Meanwhile, we found that reducing the two purification steps did not reduce the quality of the data by sequence quality analysis. Through data analysis of 40 individuals from a single lane, omitting the step quantifying DNA concentration of each individual before pooling samples does have influence on the amount of data among each individual (CV = 0.2146) but in our experience even if quantifying DNA concentration of each individual, pooling equal quantity DNA of each individual is still impossible as different volumes of liquid may adhere to the tips when using the pipette. As adequate data (>6 M reads) could be generated for each individual, we suggest deleting this quantifying step as the GBS protocol does (CV = 0.23) [16] . The redesigned adapters and variable length barcodes have high recognition efficiency on various individuals and could produce high-quality data which is similar to the results Burford et al. got [27] . Some people may worry that the combination of restriction endonucleases may easily cut the repeats region with high GC-content as is shown in maize about 10 % of reads fall into repeats region. Nevertheless, we still have enough reads left for analysis. Researchers may strictly follow the protocol without re-selecting novel combination of enzymes (but have to adjust the size-selection range) if they do not want to invest too much on pilot experiments. As synthetic adapters can be used in diverse plant species and transferred across labs, our protocol will greatly reduce the overall costs.
A possible drawback of our method is that degraded DNA will not produce adequate data because once one of the enzyme sites was impaired the whole tag will be lost. Nonetheless, as long as the DNA provided shows a clear major band when detected by the agarose gel electrophoresis, it could usually generate sufficient amount of data for analysis. In addition, the final library may be a pool of tens to a hundred of samples and we only designed 20 kinds of barcodes, so it is inevitable to cut gel several times when performing the procedure. In order to maintain the consistency of the selected fragments, electrophoresis conditions must be strictly controlled, and practice cutting the gel is needed before the formal experiment begins. Besides, electrophoresis time should be long enough (1-2 h) to prevent that size selection maybe 'leaky' .
To demonstrate the applicability of MiddRADseqderived markers in no-model species, we used MiddRAD data to resolve phylogenetic relationships of two woody bamboos genera, Dendrocalamus and Phyllostachys. Dendrocalamus is a tropical woody bamboo genus while Phyllostachys belongs to temperate woody bamboos. Our tree is congruent well with the current taxonomy. In comparison to previous studies in this clade, which used chloroplast regions [39] or nuclear DNA regions [38] , the ddRAD data set is prominent for its simpleness in getting an amount of data (over 200 loci in the smallest data set). Though RAD-seq has been demonstrated to be feasible in clades as old as 40-60 million years with simulated RAD tags of Drosophila [46] and bona fide sequence of American oak [47] , RAD sequences are usually considered useful for phylogenetic reconstruction in younger clades in which sufficient numbers of orthologous restriction sites are retained across species [46] . However, RAD-seq is now receiving increased attention at deeper evolutionary time scales, such as genus-or family-level phylogenetics even the problem of efficiently obtaining sequence data across many individuals exists [48] . Our study demonstrates the utility of MiddRAD data for reconstructing phylogenetic relationships in a group that spans 43-47 million-year-old divergences [49] . What we should bear in mind is that the performance of RAD or MiddRAD depends in part on the level of divergence between species. Determining orthologous RAD tags between samples should also be taken carefully in the future phylogenetic analysis with RAD sequencing [50] . The data set and analyses we provide here are a novel step forward in the use of ddRAD data to address questions in woody bamboo phylogenetic reconstruction. We show that it is possible to assemble genome-wide RAD-tags into phylogenetic matrices without the use of a reference genome.
Conclusions
In this study, we first tested the universality of several commonly used enzyme pairs across 23 plant species and found AvaII + MspI enzyme pair produced a consistently higher number of fragments in a broad range of angiosperm plant species. Then we simplified the ddRAD protocol and designed a new barcode-adapter system that could reduce the overall costs. At last, we demonstrated the use of MiddRAD-seq data in resolving phylogenetic relationships of two woody bamboos genera. This protocol could help botanist quickly get ideal experimental data at a relatively low cost and without being specially trained. We expect that the protocol could be implemented efficiently nearly in any ordinary molecular laboratory without relying on large sequencing centers or next-generation sequencing companies.
